INTRODUCTION
During development, brain plasticity is high and neurons adapt promptly in response to environmental stimuli, but with the passage from youth to adulthood neural circuits become much less plastic. The decay in plasticity levels strongly prevents, in the mature brain, the possibility for functional recovery from developmental disorders. This condition is epitomized by amblyopia, a visual disorder affecting thousands of people; if not precociously recognized and treated, amblyopia has proven to be substantially insensitive to treatment after the age of 7-8 years. However, recent research has demonstrated the previously unsuspected possibility to elicit robust plasticity in the adult visual system and to promote recovery of visual abilities even in adult amblyopic subjects.
In the present survey, we shall review the recent literature on this hot topic, focusing on two non invasive treatment strategies which hold promise for successful clinical application in amblyopes: physical exercise and visual perceptual learning (vPL) . In the first section, we introduce the relation between amblyopia and critical period (CP) for experience-dependent plasticity in the visual cortex, both in humans and in animal models. In the second section, we review the experimental strategies showing the possibility for recovery from amblyopia, starting with the description of the striking results obtained with pharmacological approaches acting on visual cortical plasticity and following with the discussion of the effects elicited by environmental enrichment procedures based on an increase in sensory-motor stimulation. In the third section, we shall focus on recent data showing that physical exercise and vPL are behavioral interventions particularly suited for cortical plasticity enhancement and recovery from amblyopia. In the last section, we discuss possible cellular and molecular mechanisms underlying the beneficial effects of physical exercise and vPL on visual cortical plasticity. Finally, we underline possible open questions and future research directions.
AMBLYOPIA AND ITS MODELING IN LABORATORY ANIMALS
Amblyopia (lazy eye), is a major developmental visual disorder that occurs in 1-5% of the world population and is typically caused by an early abnormal visual experience which occurs during a well defined CP, which is around 6-8 years of age in children. Typical causes of amblyopia are strabismus, image degradation due to refractive errors, or congenital cataract (Holmes and Clarke, 2006) . The most common form of the disorder, unilateral amblyopia, results in a marked visual acuity impairment in the affected eye, together with reduced stereopsis, and low contrast and motion sensitivity. The physiology of the retina is generally spared in amblyopia (e.g., Sherman and Stone, 1973; Kratz et al., 1979; Baro et al., 1990) , while the lateral geniculate nucleus of the thalamus (LGN) can appear atrophic (Wiesel and Hubel, 1963) . There is large consensus, however, that amblyopia is prevalently caused by neural dysfunctions occurring in the primary visual cortex (V1; see Hess, 2001; Barrett et al., 2004) .
Most important, recovery of normal visual functions is almost impossible after CP end, i.e., after 8 years of age in children. Thus, the CP for the appearance of amblyopia is paralleled by a sensitive period for the success of therapeutic strategies (see Lewis and Maurer, 2009) .
Use of animal models of amblyopia has largely increased our knowledge on the neural mechanisms underlying this pathology. In kittens and rodents, the most widely diffused model of amblyopia is obtained by strongly reducing visual input to one eye by lid suture, a procedure usually referred to as monocular deprivation (MD). MD performed during the CP decreases the presence of binocular neurons in V1, reduces the number of neurons responding more vigorously to the deprived than to the non deprived eye, resulting in an increase of neurons dominated by the open eye; behaviorally, a loss of binocular vision and a strong reduction of visual acuity and contrast sensitivity for the deprived eye is observed (e.g., Wiesel and Hubel, 1963; Hubel and Wiesel, 1970; Olson and Freeman, 1975; Movshon and Dürsteler, 1977; Pizzorusso et al., 2006; Sale et al., 2007) .
As found in humans, the effects of MD can be at least partially reversed if normal visual input is reestablished during the CP (e.g., Blakemore et al., 1981; Antonini and Stryker, 1998; Pizzorusso et al., 2006; Sale et al., 2007) . The basic strategy for treating amblyopia during CP is to remove the defects preventing a clear retinal image and to promote strengthening of neural connections coming from the lazy eye. So called ''passive methods'' such as refractive correction, alone or in combination with fellow eye patching or atropine penalization, are widely employed, with a percentage of success correlating with the total number of treatment hours (Foley-Nolan et al., 1997; Simons et al., 1997; Pediatric Eye Disease Investigator Group, 2002; Wu and Hunter, 2006) . These strategies do not lead to vision recovery if applied well after CP end and no successful therapy has been available for adult patients, so that amblyopia in adult subjects has long been considered an irreversible condition; lack of recovery was attributed to the dramatic decline in visual cortex plasticity that accompanies the transition from youth to adulthood and prevents visual cortical connections from remodeling in favor of the deprived eye input, following removal of its visual defects (e.g., Blakemore et al., 1981; Antonini and Stryker, 1998; Pizzorusso et al., 2006; Sale et al., 2007) .
CHALLENGING THE DOGMA OF IRREVERSIBILITY
If the lack of recovery from amblyopia in adult subjects is due to the low levels of plasticity of adult V1, enhancing V1 plasticity might allow the deprived eye input to regain access to visual cortical neurons, promoting recovery from amblyopia. Following this hypothesis, a new era of exciting experimental studies has recently started, leading to the demonstration and now widely accepted notion that a high degree of residual cortical plasticity can be unmasked in the adult brain (see, for instance, the review by Bavelier et al., 2010) .
Pharmacological Studies
The first studies have exploited pharmacological treatments to either target factors that brake adult plasticity and/or to enhance levels of endogenous permissive molecules.
The excitatory/inhibitory (E/I) balance in V1 rapidly emerged as a crucial factor in controlling the opening and time course of CP plasticity (Hensch, 2005; Sugiyama et al., 2008) ; in particular, direct pharmacologically reduction of GABAergic transmission in the adult visual cortex has proven to be a suitable strategy for the restoration of plasticity processes (Hensch, 2005; Harauzov et al., 2010; Baroncelli et al., 2011) . Interestingly, also transplantation of embryonic inhibitory neuronal precursors into the visual cortex of post-CP animals can induce a second window of plasticity after the end of the natural CP (Southwell et al., 2010) . Whether these treatments are also capable to promote recovery from amblyopia is still unknown. A change in V1 E/I balance has also been achieved indirectly, pharmacologically targeting neuromodulators, such as serotonin, norepinephrine, and acetylcholine, which are known to be strongly involved in visual plasticity (Kasamatsu and Pettigrew, 1976; Bear and Singer, 1986; Kilgard and Merzenich, 1998; Bao et al., 2001; Goard and Dan, 2009 ) and which proved to impinge on E/I balance and to promote recovery from amblyopia (e.g., Maya Vetencourt et al., 2008; Bavelier et al., 2010; Morishita et al., 2010; Sale et al., 2014, for review) As an example, chronic delivery in the drinking water of the selective serotoninereuptake inhibitor (SSRI) fluoxetine caused a marked decrease of GABAergic inhibition levels in V1 and this decrease was crucial for fluoxetine to enhance V1 experience-dependent plasticity and to promote visual function recovery in adult amblyopic rats following reopening of the initially deprived eye and closure of the normal eye (Maya Vetencourt et al., 2008) .
Other successful pharmacological studies have targeted the adult brain extracellular milieu, making it more permissive for experience-dependent plasticity. Chondroitinase ABC, an enzyme responsible for the degradation of chondroitin sulfate proteoglycans (CSPGs) in the extracellular matrix, enhances V1 experience-dependent plasticity and induces full recovery from amblyopia in adult rats (Pizzorusso et al., 2002 (Pizzorusso et al., , 2006 . Interestingly, some of the effects elicited by Chondroitinase ABC could be mediated by modifications of intracortical inhibitory circuits occurring after degradation of extracellular matrix perineuronal nets (PNNs; Hensch, 2005 ). An involvement of intracortical inhibitory circuits and of CSPGs has also been shown for the effects on V1 plasticity of the orthodenticle homeobox 2 (Otx2) homeoprotein, which transfers to parvalbumin-positive GABAergic interneurons in the developing mouse visual cortex, acting as a direct trigger both for the opening and closure of the CP (Sugiyama et al., 2008) . CSPGs are necessary to capture endogenous Otx2 at the surface of parvalbumin interneurons, via the so called RK peptide (Beurdeley et al., 2012) . Reducing CSPGs by means of chondroitinase ABC leads to a reduction in the amount of endogenous Otx2 bound to parvalbumin cells, and so does infusion of RK peptide which competes with the endogenous one; both treatments lead to functional recovery in adult amblyopic mice (Beurdeley et al., 2012) .
Finally, a very attractive and relatively new kind of pharmacological substances acts at the level of epigenetic modifications of the brain chromatin status (Zhang and Meaney, 2010) . The closure of the CP in the mouse visual cortex has been linked to downregulation of histone H3 and H4 acetylation (Putignano et al., 2007) ; accordingly, infusion of histone deacetylase inhibitors enhances plasticity in adult V1, leading to functional recovery in amblyopic rats past the end of the CP (Silingardi et al., 2010) .
Non Pharmacological Studies
Results more suitable for clinical application have been obtained by means of non invasive treatments aimed at inducing an endogenous recapitulation of the brain states that enhance V1 plasticity. Dark exposure initiated in adulthood reactivates synaptic plasticity in the visual cortex, induces recovery of dendritic spine density of neurons and promotes vision rescue in long-term MD rats (He et al., 2007; Montey and Quinlan, 2011) . Thus, these results raise the provocative concept that darkness might be a cure for vision loss in amblyopia, a fascinating approach which however, appears quite limited in terms of human application.
A more promising approach is based on somewhat opposite strategies leading to the optimization and enhancement of sensory stimuli. The progenitor of this kind of treatments is environmental enrichment (EE; van Praag et al., 2000; Sale et al., 2014) , whereby laboratory rodents are reared in large social groups in wide and attractive cages where a variety of toys are available and changed frequently to stimulate motor activity, novelty and curiosity as determinants of exploratory behavior. Adult amblyopic rats reared under EE conditions display a full rescue of their visual functions (Sale et al., 2007) : moreover, EE is also able to reopen the CP for V1 plasticity in response to MD, even in aged rats (Baroncelli et al., 2010; Scali et al., 2012) . Importantly, exposure to EE does also result in a marked reinstatement of visual depth-perception abilities of adult amblyopic animals, as tested with the visual cliff task (Baroncelli et al., 2013) .
Mediators of EE effects include E/I balance and neuromodulators as well as other well known determinant of CP plasticity such as brain-derived neurotrophic factor (BDNF) and CSPGs (see Sale et al., 2014) . Neuromodulators were known to respond to EE since the very first studies in the 60s which reported an increase in acetylcholinesterase activity, with subsequent work confirming and extending this initial observation to the other neuromodulator systems, like the serotonin and noradrenaline systems (van Praag et al., 2000) . In the visual cortex, an enhanced serotonin expression has been shown to be critical for plasticity enhancement in adult enriched rats (Baroncelli et al., 2010) , a result linking the impact of EE on visual cortical plasticity to the previously discussed importance of neuromodulating systems for CP reopening in the mature visual cortex. Moreover, recovery of plasticity in enriched amblyopic animals is associated with reduction of GABA release in the visual cortex, as assessed by brain microdialysis, enhancement of BDNF expression and with decrease of CSPG condensation in perineuronal nets in the visual cortex (Sale et al., 2007) .
ACTIVE TRAINING FOR AMBLYOPIA
One step up toward the application of the EE paradigm to human subjects is to study the role of selected EE components in the reopening of visual cortex plasticity. In a first attempt to evaluate the efficacy of motor activity, social stimulation, or enhanced visual stimulation in promoting amblyopia recovery in the rat model, we reported a full recovery of ocular dominance and visual acuity both in animals experiencing high levels of voluntary motor activity in a running wheel and in rats exposed to a protocol of passive visual enrichment consisting on a rotating visual drum , but not in animals subjected only to social enrichment. In agreement with previous results, those EE components found to be effective in triggering recovery from amblyopia were associated with a decreased GABA release in the visual cortex, without any change in the release of glutamate, thus resulting in a damped intracortical inhibition/excitation ratio .
Among the various EE components, physical activity emerges as one of the most crucial, with numerous studies reporting its striking capability to mimic the more complex EE approach in producing a number of different beneficial effects (see Sale et al., 2014 for a recent survey). In a series of elegant works, Michael Stryker and colleagues have not only shown that locomotion powerfully increases visual responsiveness in the primary visual cortex (Niell and Stryker, 2010) , but have also demonstrated that the enhancement of visual responses induced by locomotion is sufficient to promote recovery of visual function (Kaneko and Stryker, 2014 ) and provided evidence on the possible neural circuit underlying these effects (Fu et al., 2014 (Fu et al., , 2015 Lee et al., 2014) . Niell and Stryker (2010) studied the response properties of neurons in primary visual cortex of awake mice while animals run on a freely rotating spherical treadmill with their heads fixed. They found that locomotor activity was associated with a dramatic increase in visual responsiveness in essentially all broad-spiking (presumed excitatory) cells without any concurrent changes in spontaneous firing rate or tuning properties; thus, increase in visuallyevoked firing rate was not obtained at the expense of stimulus selectivity. The response magnitude of neurons in the visual thalamus was not affected by locomotion, indicating that the modulation of visual responses by locomotion is a cortical effect. Locomotion was also correlated with a decrease in low frequency power and an increase in the amplitude of the high-frequency gamma peak in the local EEG, suggesting a transition to a different cortical state during locomotion. Because the mice were not actively engaged in a perceptual task, and the increase in response was seen across the visual field, it seems likely that it reflects a general activation associated with locomotion, akin to arousal, rather than a mechanism of selective attention. The dependence on behavioral state was cell-type specific, in that a subset of the narrow-spiking cells (presumed inhibitory interneurons), which had little activity when the animal was stationary, began firing at high spontaneous rates during movement but then showed a suppressive response to visual stimuli.
It was evident that cortical activation associated with locomotion acted as a gain modulator, increasing responsiveness without changing selectivity. Thus, the increase in amplitude of visual responses during locomotion might provide a stronger drive for experience dependent visual cortical plasticity, increasing the capacity for recovery from early visual deprivation in the visual cortex of adult animals. In line with what we found in animals free to run on a running wheel in a condition of reversed suture , visual responses to stimuli presented to the initially deprived eye during locomotion on a spherical treadmill (head fixed) increased significantly, reaching almost normal level after 7 days, and ocular dominance of visual cortical neurons was recovered (Kaneko and Stryker, 2014) . The interesting thing is that increased responsiveness to deprived eye input and ocular dominance (OD) recovery was seen also under binocular vision, not only after reverse suture (reopening of the formerly deprived eye and closure of the non deprived eye). The recovery of response to stimuli presented to the formerly deprived eye was specific for the particular visual stimuli presented during locomotion, suggesting that recovery is facilitated only in the neural circuits that are activated during running.
Thus, it seems that enriching the environment in terms of voluntary motor activity and/or visual stimulation is a potentially useful strategy to reopen visual cortex plasticity and favor recovery of function in adult amblyopic subjects. How to apply the animal EE paradigm to humans is still debated. One approach very akin to EE is represented by active videogames, which combine various EE components such as visual attention and enhanced sensory stimulation (see Green and Bavelier, 2012) . The videogame approach has been now tested in adult subjects with amblyopia, with encouraging results (Li et al., 2011) .
Another promising strategy for amblyopia recovery which can be considered conceptually similar to EE is vPL, defined as the performance improvement, following practice, in visual tasks of different nature and complexity (see Bonaccorsi et al., 2014 for a recent review). A key property of vPL is its high specificity for the main stimulus attributes (e.g., stimulus orientation and location in the visual field), with the achieved performance typically returning to pre-learning baseline levels when test trials move to even slightly changed stimuli (McKee and Westheimer, 1978; Berardi, 1980, 1981; Sekuler, 1982, 1987; Sale et al., 2011 ; see also Bonaccorsi et al., 2014) .
vPL as a treatment for amblyopia has been first introduced in human patients, and it is currently considered one of the more promising strategies to favor recovery of visual functions in adult amblyopic subjects. The tasks used to elicit vPL are various, with examples of letter identification or longitudinal Vernier acuity and contrast sensitivity assessment (e.g., Levi and Polat, 1996; Levi et al., 1997; Polat et al., 2004; Li and Levi, 2004; Levi, 2005; Li et al., 2005 Li et al., , 2007 Chung et al., 2006 Chung et al., , 2008 Zhou et al., 2006; Huang et al., 2008; Levi and Li, 2009 ). Significant improvements have been shown to be at reach in multiple domains, such as visual acuity, contrast sensitivity, and stereoacuity, with the learned improvements being frequently able to generalize to novel tasks (see Astle et al., 2011) .
One consideration to make before moving to discuss the possible mechanisms of action of vPL and physical exercise in enhancing visual plasticity and promote recovery from amblyopia is that despite the interest for application of physical exercise and perceptual learning in the treatment of visual deficits in adult amblyopic subjects, to date there has been no attempt to understand whether the same procedures could also accelerate visual function recovery in developing subjects (both in humans and animal models). Such information might be instrumental for designing new therapeutic approaches aimed at speeding up the process of visual function recovery in amblyopic children.
NEURAL CHANGES UNDERLYING THE BENEFICIAL EFFECTS OF PHYSICAL EXERCISE AND VISUAL PERCEPTUAL LEARNING ON VISUAL PLASTICITY AND RECOVERY FROM AMBLYOPIA Physical Exercise
In the Niell and Stryker (2010) article, the authors made two predictions. First, if the narrow-spiking units whose visual response was suppressed during locomotion did turn out to be inhibitory, they might play a crucial role in the cortical response to locomotor activation. Their increased firing rate during locomotion would increase overall inhibition, serving to keep spontaneous rates relatively constant; in the presence of a visual stimulus, the reduction in their firing would relieve this inhibition, allowing the high-amplitude responses observed during locomotion.
Second, they hypothesized a role for the neuromodulator acetylcholine (Ach). ACh has been demonstrated to play a role in cortical activation and attentional modulation in many systems (Hasselmo and Giocomo, 2006; Weinberger, 2007) . The shift from low to high frequency in the local EEG spectrum is a characteristic of the actions of Ach and in particular of nucleus basalis stimulation (Buzsaki et al., 1988; Metherate et al., 1992; Rodriguez et al., 2004) . Furthermore, cholinergic agonists have been shown to enhance visual responses in V1, without significant change in selectivity or spontaneous rate (Sillito and Kemp, 1983; Sato et al., 1987) . In addition, nucleus basalis stimulation in the anesthetized rat has been shown to increase the reliability of visual responses to movies of natural scenes (Goard and Dan, 2009) .
To dissect the circuits underlying locomotion effects on visual cortical responsiveness, Fu et al. (2014) took advantage of advances in mouse genetics and in vivo imaging technology to characterize the responses of different types of inhibitory neurons in mouse V1 in awake animals free to run on the spherical treadmill. In mice with Vasoactive Intestinal Peptide (VIP)-positive GABAergic neurons genetically labelled, the authors imaged the calcium responses of these VIP neurons in freely running head-fixed mice with or without visual stimulation. They found that the neural activity of VIP neurons, but not of non VIP neurons, is greatly elevated during locomotion even without visual stimulation. Visual stimulation, which drove the other cortical neurons, did not further increase the activation of VIP neurons by locomotion. A similar approach revealed that somatostatin (SST) neurons were inhibited by locomotion, consistent with a circuit in which VIP cells increase activity of neighboring excitatory cells by inhibiting their inhibitory input from SST cells. Activating VIP neurons in mouse V1 by means of optogenetic in stationary mice mimicked the effect of locomotion and increased the visual responses of visual cortical neurons, while focal damage to VIP neurons blocked the enhancement of cortical responses by locomotion.
The local blockade of nicotinic cholinergic input, but not of glutamatergic input, reduced the response of VIP neurons to locomotion by more than two thirds, and measurements in vitro disclosed powerful nicotinic cholinergic input to VIP neurons. Consistent with this result, upper layer VIP neurons in V1 turned out to receive direct input from the nucleus of the diagonal band of Broca (NDB), a cholinergic center in basal forebrain (Fu et al., 2014) .
The cortical VIP-SOM circuit is also the mediator of locomotion induced enhancement of adult visual cortical plasticity (Fu et al., 2015) . Genetically silencing VIP synaptic transmission in binocular zone of mouse V1 prevents locomotion from enhancing recovery of the amblyopic eye cortical responses. The involvement of VIP neurons in locomotion-induced enhancement of adult V1 plasticity has also been shown with a different approach, that is employing a brief MD in adult mice as a probe for OD plasticity. Between four to five days MD is insufficient to significantly shift OD in adult mice, due to the low OD plasticity, but they become effective if coupled with locomotion. Genetically silencing VIP neuron synaptic transmission in running mice makes MD ineffective in shifting OD of cortical neurons; optogenetic activation of VIP neurons in non running mice reproduced the plasticity-enhancement effects of locomotion. Silencing SST neurons turned out to be as effective as activating VIP neurons for enhancing adult OD plasticity in response to brief MD.
Altogether, these results are consistent with the idea that reduced inhibition is permissive for enhancing adult visual cortical plasticity (Harauzov et al., 2010; Sale et al., 2014) and reveal a disinhibitory circuit, VIP-SOM, that may underlie the reduction in GABA content and release in V1 found in EE or physical exercised mice in correlation with a strong enhancement of V1 plasticity and with recovery from amblyopia (Sale et al., 2007; Baroncelli et al., 2010 Baroncelli et al., , 2012 .
The starting point of this cholinergic-VIP-SOM neuron mediated cortical response enhancement seems to be the mesencephalic locomotor region (MLR; Lee et al., 2014) . MLR is the midbrain region the activation of which is sufficient to induce locomotion and is associated with the ''ascending reticular activating system'' described by Moruzzi and Magoun; electrical stimulation of this region can induce physiological correlates of alertness, such as desynchronization of lowfrequency oscillations (<10 Hz) of the electroencephalogram (Moruzzi and Magoun, 1949) . Lee et al. (2014) found that optogenetic stimulation of MLR in awake, head-fixed mice induced both locomotion and increases in the gain of cortical responses in V1. Subthreshold optogenetic stimulation of the MLR was sufficient to increase the gain of visual responses and enhance gamma oscillations similar to those normally associated with locomotion even in the absence of overt movement. Furthermore, stimulation of axon terminals projecting from the MLR to cholinergic basal forebrain also reproduced this effect, suggesting that the MLR can influence cortical processing, potentially through projections directed toward the basal forebrain. These findings can be used to build a simple model in which the MLR initiates locomotion through descending pathways to the spinal cord while coordinating changes in brain state through its ascending projections.
Running and locomotion is associated not only with activation of cortical VIP neurons, but also with increases in multiple neuromodulators, including serotonin, which has been shown to be enhanced in V1 by EE (Baroncelli et al., 2010) and to promote adult V1 plasticity (Maya Vetencourt et al., 2008) ; interestingly, VIP neurons express the 5-HT3 serotonin receptor (Lee et al., 2014) , suggesting that the VIP-SST disinhibitory circuit might be involved also in the effects of 5-HT on cortical plasticity. However, as suggested by Fu et al. (2015) , enhancement of adult plasticity by locomotion is likely to be more complex than simply activating VIP-SST disinhibitory circuit.
Visual Perceptual Learning
vPL has been related to a number of different cellular mechanisms, including an increase in the number of neurons representing the learned stimulus (Recanzone et al., 1992 (Recanzone et al., , 1993 or, alternatively, more subtle functional changes at the levels of single neurons, both in terms of response strength and tuning (see Schummers et al., 2005 ). An obvious candidate mechanism underlying the cortical changes induced by vPL is synaptic plasticity. Gilbert and Li (2013) proposed that vPL is associated with long-term changes in either top-down circuits conveying information about attention and behavioral expectation, and in bottom-up circuits directly involved in experience-dependent changes. In agreement with this model, neurons in V1 are known to be capable of extensive integration well beyond the borders of their receptive fields, a property dependent of the existence of strong horizontal connections linking columns with similar orientation preference (Stettler et al., 2002; Stepanyants et al., 2009) . While changes in favor of synaptic plasticity processes underlying perceptual learning has been recorded both in the primary motor cortex and in V1 in humans and non human primates (e.g., Rioult-Pedotti et al., 2000; Li et al., 2008; Yotsumoto et al., 2008) , conclusive evidence has remained elusive.
The vPL approach in humans has informed and inspired increasing experimental work in simple animal models, mostly devoted to understand the mechanisms underlying the remarkable effects elicited by visual training. Frenkel et al. (2006) reported that, in the mouse, exposure to visual stimuli represented by gratings of a given orientation potentiates visual responses to the same orientation, an NMDA dependent experience-induced response enhancement called stimulusselective response potentiation (SRP). We recently reported a more direct evidence for a synaptic plasticity engagement in vPL . To elicit vPL, we trained adult rats in a visual discrimination task in which they had to discriminate two visual gratings of very different spatial frequency; once the animals learned the task, the two stimuli were rendered progressively more similar to each other, providing a training process with increasing task difficulty. We observed a progressive improvement of discrimination ability with training, with performance reaching a steady plateau after few days. This kind of vPL turned out to be strictly selective for the orientation of the gratings employed during training, indicating that it requires activation of V1 circuits. A group of control rats learned the associative task in which they were required to discriminate two gratings of very different spatial frequency and then practiced with this easily discriminable pair of gratings for the same amount of days as vPL animals. When tested within 1 h from the last discrimination trial, long-term potentiation (LTP) elicited by theta burst stimulation applied to layer II-III of V1 slices appeared occluded in vPL animals compared to controls, both when testing its inducibility in vertical and horizontal connections. Moreover, the amplitudes of field potentials turned out to be increased in trained animals compared to controls, indicating that learning leads to a synaptic potentiation of V1 connections; no potentiation or LTP occlusion was found in control animals . These data provide a strong indication that the improvements displayed by vPL rats can be explained in terms of long-term increments of synaptic efficacy in V1 caused by learning, as already well known for different brain regions, such as hippocampus, amygdala and motor cortex (Rogan et al., 1997; Rioult-Pedotti et al., 1998; Whitlock et al., 2006) .
The possibility to strengthen synaptic efficacy using vPL is attractive in terms of application to amblyopia therapy. Adult amblyopic rats trained in the same vPL task displayed robust recovery of visual acuity and ocular dominance , an effect persisting for quite a long time (i.e., 14 days, corresponding to at least 20 months in the timescale of human life). In search for possible molecular candidates underlying the beneficial effects of vPL, we found that it resulted in a decrease of the inhibition-excitation balance in V1. Vision recovery was instead totally absent in those control groups in which the treatment did not induce LTP in V1, i.e., in rats that were trained only until the first step of the discrimination procedure between the test and the reference grating, without proceeding further with a progression of finer discrimination trials . The control group performed an equal amount of physical activity in the maze with respect to the animals trained in the vPL task, ruling out the possibility that the physical exercise component intrinsic to the employed vPL procedure might contribute to visual function recovery. This conclusion could seem at odd with the striking capability of running to promote recovery of ocular dominance and visual acuity in amblyopic subjects. It has to be noted, however, that while, in the study by Baroncelli et al. (2012) running was a form of voluntary exercise, swimming activity in the water maze is necessarily imposed. A vast literature exists pointing out different effects elicited by voluntary vs. forced motor behavior on brain and behavior, in terms of activated monoamine neurotransmitters (Dishman et al., 1997) , hippocampal parvalbumin expression (Arida et al., 2004) , hippocampal BDNF and synapsin-1 expression (Ploughman et al., 2005) , longevity and body composition (Narath et al., 2001) , taste aversion learning (Masaki and Nakajima, 2006) and open-field behavior (Burghardt et al., 2004) .
CONCLUDING REMARKS
The research reviewed here has demonstrated that voluntary physical exercise and vPL, two totally non invasive procedures, share the remarkable capability to potentiate plasticity in the adult visual cortex, favoring recovering of visual functions in adult amblyopic rodents.
These procedures have a great potential for application to human subjects, and indeed vPL has been first introduced in clinical research and then modeled in rodents. On the contrary, the impact of physical exercise on amblyopic adults remains to be elucidated, with preliminary results in our laboratory showing a strong enhancement of visual cortical plasticity in healthy subjects after a period of voluntary physical activity (Lunghi and Sale, in press ).
In parallel with experiments aimed at directly testing the effects of the proposed behavioral interventions in human patients, a number of still open questions should be addressed in the animal model to strengthen the transferability of the achieved results:
• Is it possible to induce recovery of visual functional in animals trained with vPL without performing reverse suture, i.e., in adult amblyopic subjects with both eyes open? • Which is the impact of physical exercise or vPL on stereopsis abilities in amblyopic animals?
• Which is the role of selected classes of inhibitory interneurons in the beneficial effects elicited by physical or visual training? • Are the effects of visual recovery persistent?
• Which are the molecular mechanisms underlying plasticity in exercised animals?
Future research should focus on these open issues.
